Hearing loss (HL) is the most frequent sensory defect affecting 1 in 1000 neonates. This can occur due to genetic or environmental causes or both. The genetic causes are very heterogenous and over 100 loci have been identified to cause autosomal recessive non -syndromic hearing loss (ARNSHL). The aim of this study was to determine the contribution of the LRTOMT gene mutations in causing ARNSHL. One hundred fifty seven pupils affected with ARNSHL from Azarbaijan Sharghi, Kordestan, Gilan and Golestan provinces, north and west of Iran, were ascertained. In this descriptive -laboratory study, the presence of LRTOMT mutations were initially checked using PCR -Single -strand conformation polymorphism (SSCP) and heteroduplex analysis (HA) strategy. Samples with shifted bands on the gel were confirmed by DNA sequencing method. The PCR-SSCP/HA and the subsequent direct DNA sequencing showed no mutation in the population studied. We conclude that LRTOMT mutations have no role in causing sporadic deafness in the studied population. Further studies on other populations and samples could clarify the exact role of LRTOMT mutations.
DNA extraction
Salting out and phenol-chloroform methods were exploited for DNA extraction. buffer, 1x was used in the gel and TBE 0.6 x was used in the tank (Table 2 ). Both mutated samples and hetero-duplex analysis were used to increase the sensitivity of SSCP. In order to perform hetero-duplex analysis, 3 ml EDTA (0.5M) was added to 2 ml PCR products for each sample. Bands were visualized by standard silver staining (9) .
Sequencing of PCR products
The suspected samples with shifts on the SSCP gel and hetero-duplex were subjected to direct DNA sequencing of exons 1, 2, 3, 5 and 8 of the LRTOMT gene in an ABI 3730XL automated sequencer (Applied Biosystems) (Macrogen, South Korea) for the final verification.
Results
A total of 157 deaf students, consisting of 85 males and 72 females age ranges from 9 to 13, from families with a history of ARNSHL, who suffered from mild to profound sensory neural HL with no other clinical findings were recruited. After applying quality control measures, no shifts were seen for the tested exons. 
Discussion
As all subjects in this study had not GJB2 mutations, the most prevalent deafness responsible gene, in our previous study (8) analyzed the LRTOMT gene in 192 deaf children and identified homozygosity for a nonsense mutation in one family (11) . On a series of Iranian autosomal recessive NSHL samples, a family was found to be affected with a 1 bp deletion (a frameshift mutation) (11) . In the current study, the applied method was PCR-SSCP accompanied by HA, which was a simple, cheap and sensitive method (9) . Using this combination, the sensitivity will increase considerably. In this study, all the variations introduced by site directed mutagenesis were recognized using the method.
Although other coding regions of the gene as well as the promoter of LRTOMT which were not studied in the current investigation, may be mutated, our findings suggest that the gene might play no considerable role in causing ARNSHL.
However, further research is warranted for exact conclusion. Other exons and intronic sequences of LRTOMT should be investigated to clarify the role of this gene in causing deafness in Iranians.
